PC12 differentiation assay

PC12 adrenal pheochromocytoma cells were propagated in collagen coated T-flasks (BD-Biocoat) containing F12K medium with 10% Fetal Bovine Serum and penicillin-streptomycin (ATCC, Manassas, VA).  For the differentiation assay, cells were seeded to approximately 30% confluence, and transfected the following day with 1(g each TRKBt1/EGFP and/or wild-type TRKB/EGFP  plasmids using Lipofectamine 2000 transfection reagent (Invitrogen). BDNF(??Mfg) and K252A kinase inhibitor (Calbiochem) were added 24hr post-transfection to the culture medium to 50ng/mL or 300nM respectively.  Cells were examined for BDNF-induced differentiation at approximately 72hr after the addition of BDNF.  Results were tabulated as the average number of cells displaying neurite outgrowth per well.
